8.3), use of equal volumes of serum and dye solution, a tagging period of 2 h at room temperature, and electrophoresis of 0.1 mL of the mixture at 2.5 mA/gel for about 2 h. Advantages include speed, quality of resolution, and low background. This method was compared with Amido Black post-electrophoresis staining in 35 sera. Of these, 16 showed identical results with respect to the number of bands. In the other 19, Amido Black showed more bands in the post-transferrin region and, sometimes, in the post-albumin region. The pre-stained gels showed slower electrophoretic mobilities of the components. Protein bands eluted from pre-stained gels retained immunological reactivity.
Polyacrylamide-gel disc electrophoresis, popularly known simply as "disc" electrophoresis, is an elegant technique for resolving mixtures of proteins and other biological macromolecules. The method is simple. The gel is inert and thermostable and its "molecular sieve" properties can be altered at will to obtain different pore sizes (1). For use with proteins, the conventional method is to stain the gel after the electrophoretic separation ("post-staining"), by immersing it in a dye such as Amido Black. However, this has inherent limitations: a long destaining time (24-96 h) is needed to obtain a clear background and the inevitable residual retention of some background dye leads to problems in identifying faint bands and affects the quality of resolution. 
Materials and Methods

Reagents
All reagents and chemicals were of analytical grade.
Remazol Brilliant Blue R (C.I. 61200, cat. no. R-8001; Sigma Chemical Co., St. Louis, MO 63178), 0.16 mol/L: dissolve 100 mg in 1 mL of buffer.
Tris-g!ycine buffer, pH 8.3: tris(hydroxymethyl)methylamine, 6 g (50 mmol), and glycine, 28.8 g (380 mmol), dissolved in 1 L of water.
Procedures
Standardization of the disc elect rophoresis of human serum proteins
pre-stained with RBB. By trial and error we standardized the procedure, using 710 serum separations and examining 25 variables. The disc electrophoresis was according to Davis (1). After an electrophoretic run, readings must be recorded immediately, because the pre-stained bands diffuse in few hours. The gels were fixed by immersing them in acetic acid/methanol/water (9/9/10 by vol). The protein bands were identified according to Davis (1). The distinctive markers in terms of mobility are prealbumin (transthyretin) and albumin, which are the fastest-moving; a dense prominent band in the middle of the separation of transferrin; and a very intense disc of beta-i lipoprotein just within the separator gel. The bands between the origin and transferrin are haptoglobins and some unidentified proteins (post-transferrin region); those between albumin and transferrin collectively are designated "post-albumins."
Ceruloplasmin, the most prominent band in the post-albumin region, is immediately adjacent to transferrin (6) .
Reproducibility.
This was assessed for 25 serum samples, each run in duplicate.
Comparison
between pre-staining and post-staining.
For this we used 35 human sera, 25 from normal adults and 10 cord-blood sera from normal deliveries. Each sample was run in duplicate. One was prestained with RBB, under the optimal conditions ( Ten serum samples were pre-stained with RBB and separated in disc electrophoresis.
Discs of four pre-albumin bands and 10 
Results
Standardization of pre-staining
with RBB. Table 1 lists details of the variables examined and the optimal conditions. Excellently reproducible results were obtained when these optimal conditions, as determined by trial and error, were used.
Reproducibility.
The results were remarkably reproducible.
Of 25 serum samples run in duplicate, 21 showed identical results. The remaining four showed some differences: In two pairs of gels a single faint band at the post-transferrin region was missing from one of the pairs. Similarly, in the third pair two faint bands were missing in one of the separations. The last pair showed absence of two faint bands, one at the posttransferrin and the other at the post-albumin region in one of the two gels. Or perhaps the disc corresponding to prealbumin has migrated out of the remaining gels because of its faster mobility. Of the 35 samples we studied, 16 showed identical results with respect to the number of bands by both methods. In the remaining 19, Amido Black showed more bands in the post-transferrin, and sometimes in the postalbumin region (Table 2) .
(c) E1 values. These were calculated for the major identifiable bands and showed marginal differences (Table 3) . Er values in the pre-stained gels were on the lower scale. Eluates showed single well-defined arcs corresponding in position and configuration to expectations.
However, two of the 10 haptoglobin eluates showed two arcs.
Our results indicate that there is a strong case for the use of RBB in the routine analysis of human sera. It permits The results of this preliminary study are very promising and appear to hold much potential for obtaining pure fractions for the purpose of raising monospecific antisera.
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